
Table S1.  Selection of published Affimers, demonstrating range of applications and targets.  

*Kd typically measured by SPR or ITC (except for the Actin Affimer – measured by so-sedimentation with F-actin). IF, immunofluorescence; IHC, immunohistochemistry; FP,
fluorescence polarisation. PDB entries for co-crystals (or CryoEM) structures, where available are included. 

Affimer target Main use Structures Imaging Kd* Reference 
Herceptin Diagnostics - - 12 – 27 nM (Adamson et al., 2019a) 

Therapeutic antibodies Diagnostics - - - (Adamson et al., 2019b) 

Myoglobin & 
GFAP glial fibrillary acidic protein 

Diagnostics - - pM to nM (Al-Enezi et al., 2021) 

CEA (carcinoembryonic antigen Diagnostics - IF 6 – 34 nM (Shamsuddin et al., 2021) 

Cow Pea Mosaic Virus Diagnostics 6QOZ - (Hesketh et al., 2019) 

Clumping factor A (ClfA) virulence factor Diagnostics IF 62 nM (Caudwell et al., 2022) 

Glypican-3 Diagnostics - - - (Xie et al., 2017) 

Crimean-Congo hemorrhagic fever 
orthonairovirus nucleoprotein 

Diagnostics, Inhibitor 6ZO0 - 5.7 nM (Alvarez-Rodriguez et al., 
2020) 

p300 Protein-protein interaction 5A0O - 89 - 140 nM (Kyle et al., 2015) 

EPAC1 (Exchange protein directly activated 
by cAMP 1) 

Isoform selectivity - IF - (Buist et al., 2021) 

KRas (GDP and GTP analogue forms) Isoform selectivity, Inhibitor 7NY8,6YXW,6YR8 - (Haza et al., 2021) 

BCL-2 family proteins Isoform selectivity 6ST2,6HJL,6STJ - 90 – 3400 nM (Miles et al., 2021) 

FcγRIIIa Inhibitor 5ML9, 5MN2 - 217 nM -2.6 
µM 

(Robinson et al., 2018) 

SUMO-1, SUMO-2/3 Isoform selectivity, Inhibitor 5ELJ,5EQL,5ELU (in cell expression) 35 – 414 nM, 
and >10 µM 

(Hughes et al., 2017) 

K6- and K33-linked diUbiquitin High affinity interactors 5OHM, 5OHV, 
5OHL 

IF ~20 pM- 1.6 
nM 

(Michel et al., 2017) 

Cholera Toxin B Protein delivery - IF 97-1130 nM (Balmforth et al., 2021) 

ACTN2 (α-actinin-2) Imaging 6WST IF, super-res - (Curd et al., 2021) 

Actin Affimer  
and Polaris probe (from Actin Affimer) 

Imaging 7C03 IF, super-res, live cell 
imaging, FP  

300 nM to >10 
µM 

(Lopata et al., 2018) 
(Sugizaki et al., 2021) 

Fibrinogen Modulation - (in vitro) 38 – 52 nM (Kearney et al., 2019) 

Transient Receptor Potential Vanilloid 1 
(TRPV1) (peptide screen) 

Modulation - IF - (Tiede et al., 2017) 

Src2 homology (SH2) domains (p85α, 
Grb2,7,10,14) 

Isoform selectivity - - - 

Tenascin C In vivo imaging/Diagnostics - IHC, in vivo 5.7 nM 

Herpes virus of turkeys (HVT UL49) Diagnostics - IF 1.5 – 7.5 nM 

Tubulin Imaging (super-resolution) - IF, super-resolution - 

Human epidermal growth factor receptor 4 
(HER4) 

Imaging (super-resolution) - IF, super-resolution - 

2,4,6- trinitrotoluene (TNT) Small organic compound 
detection 

- - - 
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Table S2.  Selection of published nanobodies, demonstrating range of applications and targets  

Nanobody target Main use Structures Fluorescence Imaging Kd* Reference 

C4b (complement) 
(Immunisation) 

Inhibitor 5JTW - 3.2 nM - 14 pM (De la O Becerra KI, 2022) 

Nav 1.4 and Nav 1.5 
ion channels 
(Immunisation) 

Isoform capture from 
lysates 

7R63 - 40 nM - 60 nM (Srinivasan et al., 2022) 

RHOA 
NaLi-H1 

RhoA-GTP biosensor - chromobody 28 nM – 68 nM (Keller et al., 2019) 

BC2-tag (β-catenin) 
(Immunisation) 

Imaging - 3D dSTORM, 
chromobody 

1.9 nM - ∼3.1 nM (Virant et al., 2018) 
(Traenkle et al., 2015) 

ALFA-tag 
(Immunisation) 

Imaging 6I2G STED, DNA Paint, IF, 
chromobody 

0.026 nM  - 11 nM (Götzke et al., 2019) 

EGFR 
(Immunisation) 

Therapeutics 4KRN, 7OM5, 
7OM4  

In vivo imaging <60 nM, 166–276 nM Reviewed in (Sharifi et al., 
2021) 

α-synuclein 
Immunisation) 

Diagnostic - IHC 1.9 µM - 240 nM 
(fibril affinity higher) 

(Hmila et al., 2022) 

HER2 
(Immunisation) 

Imaging/Diagnostic - IF 1.9 nM – 14 nM (Kijanka et al., 2013) 

Actin 
(Immunisation & 
NaLi-H1) 

Imaging - IF, dSTORM (binds G-
actin) 

- (Rocchetti et al., 2014) 
(Moutel et al., 2016) 

GFP 
(Immunisation & 
NaLi-H1) 

Imaging 3OGO, 
3K1K 

Chromobody, 
dSTORM, IF 

0.23 nM (Kubala et al., 2010) 
(Kirchhofer et al., 2010) 
(Rothbauer et al., 2006) 
(Moutel et al., 2016) 

Tubulin 
(Immunisation, 
& NaLi-H1) 

Imaging - dSTORM, IF - (Kesarwani et al., 2020) 
(Mikhaylova et al., 2015) 
(Moutel et al., 2016) 

Nup proteins 
(immunisation) 

Imaging 6X07 
and others 

dSTORM, IF, 
chromobodies 

14 pM – 230 nM (Pleiner et al., 2015) 
(Nordeen et al., 2020) 

β2 adrenoceptor Structure determination 3POG and 
others 

Fluorescent intrabody 
Localization 
Microscopy 

1 nM – 100 nM (Rasmussen et al., 2011) 
(Gormal et al., 2020) 

*Kd typically measured by SPR or ITC. IF, immunofluorescence; IHC, immunohistochemistry. Example PDB entries for co-crystals (or CryoEM) structures, where available

are included. NaLi-H1:  humanized synthetic single domain antibody library. Remaining nanobodies obtained after initial immunisation. 
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